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Summary 


Previous analysis of porcine respiratory coronavirus (PRCV) mRNA species 
showed that mRNAs 2 and 3 were smaller than the corresponding transmissible 
gastroenteritis virus (TGEV) mRNA species (Page et al. (1991) J. Gen. Virol. 72, 
579-587). Sequence analysis showed that mRNA 3 was smaller due to the 
presence of a new putative RNA-leader binding site upstream of the PRCV 
ORF-3 gene. However, this observation did not explain the deletion observed in 
PRCV mRNA 2. Polymerase chain reaction (PCR) was used to generate cDNA 
from the 3’ coding region of the putative polymerase gene to the poly (A) tail of 
PRCV for comparison to the equivalent region from TGEV. The PRCV S protein 
was found to consist of 1225 amino acids, which had 98% similarity to the TGEV S 
protein. However, the PRCV S gene contained a 672 nucleotide deletion, corre- 
sponding to 224 amino acids (residues 21 to 245 in TGEV S protein), 59 nu- 
cleotides downstream of the S gene initiation codon. The PRCV genome from the 
ORF-3 gene to the poly (A) tail was sequenced for comparison to TGEV in order 
to identify other potential differences between the two viruses. Four ORFs were 
identified that showed 98% similarity to the TGEV ORF-4, M, N and ORF-7 
genes. No other deletions or any PRCV specific sequences were identified. 
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Introduction 


Porcine respiratory coronavirus (PRCV) appeared about 1984 and rapidly 
spread throughout the pig population in several, if not all, European countries 
where it now persists enzootically (Pensaert et al., 1986) and was recently isolated 
in the United States (Wesley et al., 1990a). The virus, initially isolated in Belgium 
(Pensaert et al., 1986) and in Britain (Brown and Cartwright, 1986), produced 
serological responses following infection of pigs that could not be distinguished 
from transmissible gastroenteritis virus (TGEV), by available diagnostic tests. The 
most striking difference between the two viruses was seen in their pathology. 
PRCYV grows principally in the respiratory tract, producing mild or no clinical signs 
(Pensaert et al., 1986; Pensaert, 1989; O’Toole et al., 1989; Cox et al., 1990), 
although, Van Nieuwstadt and Pol (1989) found that a Dutch isolate of PRCV 
intranasally inoculated into SPF pigs caused a fatal pneumonia. In contrast, 
although TGEV can grow in the respiratory tract, the virus preferentially grows in 
the enterocytes covering the tips of the villi in the small intestine, causing 
diarrhoea and dehydration resulting in high morbidity and mortality in neonatal 
pigs. 

PRCV has been classified as a coronavirus, a group of enveloped viruses with a 
positive-stranded RNA genome, belonging to the family Coronaviridae. TGEV 
(Britton et al., 1986; Jacobs et al., 1986) and PRCV (Britton et al., 1990) infected 
cells, in addition to the genomic RNA (mRNA 1), have six species of subgenomic 
mRNA (mRNAs 2-7) which form a 3’ co-terminal “nested” set. The TGEV 
(Garwes and Pocock, 1975) and PRCV (Britton et al., 1990) virions contain three 
major structural polypeptides; a surface glycoprotein (spike (S) with a monomeric 
relative molecular mass (M,) 200,000, a glycosylated integral membrane protein 
(M), observed as a series of polypeptides between M, 28,000-31,000 and a basic 
phosphorylated nucleoprotein (N) of M, 45,000 associated with the viral genomic 
RNA. However, the PRCV S protein appears to have a slightly lower M, than 
TGEV on polyacrylamide gels (Britton et al., 1990). 

PRCV was neutralised in vitro by antisera prepared against TGEV and the 
majority of monoclonal antibodies (MAbs) raised against any of the TGEV virion 
proteins cross reacted with PRCV (Sanchez et al., 1990). However some MAbs, 
raised against the S protein of either the virulent British strain FS772/70 (Garwes 
et al., 1988) or the avirulent Purdue strain of TGEV (Callebaut et al., 1988), did 
not recognise PRCV. Callebaut et al. (1988) showed that the MAbs which did not 
react with PRCV, produced from the Purdue strain of TGEV, were derived from 
three separate antigenic sites and mapped between amino acid residues 17 and 325 
(Correa et al., 1990). However, MAbs derived from one of these epitopes on the 
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Purdue-115 strain did not react with TGEV strains FS772/70 and Miller due to a 
point mutation in the S protein sequences. 

The molecular characterisation of a British isolate of PRCV has been under- 
taken with the aim of identifying differences between the PRCV and TGEV 
genomes which may be linked to the different tropisms and pathogenicities of the 
two viruses. Initial work found that: (1) the putative leader RNA sequences 
present on the viral RNA species, postulated to be involved in transcription of the 
mRNA species, were identical for TGEV and PRCV (Page et al., 1990): (2) two of 
the PRCV mRNA species, 2 and 3, were smaller than the corresponding TGEV 
species (Britton et al., 1990; Page et al., 1991): (3) sequencing studies on the PRCV 
genome, corresponding to the 5’-end of TGEV mRNA 3, identified several small 
deletions (84 nucleotides) resulting in the loss of the potential TGEV ORF-3a 
gene (Page et al., 1991). However, the 84 nucleotides deleted did not account for 
the size difference, about 600 nucleotides, observed between TGEV and PRCV 
mRNA 2 nor did the deletions explain the differential binding of the MAbs. In this 
paper we present sequence data of the PRCV S gene to identify any variation to 
the TGEV S gene that would account for the size difference of mRNA 2 and the 
differential reaction of the MAbs and the sequence of the PRCV genome from the 
ORF-3 gene to the 3’ poly (A) tail to identify any other variations in the PRCV 
genome. 


Materials and Methods 
Preparation of viral RNA 


Viral RNA was isolated from LLC-PK1 cells infected with PRCV strains 
86/137004 or 86/135308 as described by Britton et al. (1987) and Page et al. 
(1990). 


Preparation of oligonucleotide primers 


Oligonucleotides used for PCR amplifications were synthesised by the phospho- 
ramidite method on an Applied Biosystem 381A DNA synthesizer. These were 
derived from published TGEV sequence data (Britton et al., 1988a; 1988b; 1989; 
Page et al., 1990; Britton and Page, 1990) and are listed in Table 1. Fig. 1 shows 
the position of the oligonucleotides on the TGEV viral genome. 


Cloning of PCR generated fragments 


Synthesis of first-strand cDNA was carried out in 30 41 samples containing 5 wg 
total RNA (isolated from virus infected cells), 40 U RNasin (Promega), 50 mM 
Tris-HCl pH8.3, 3 mM MgCl,, 75 mM KCl, 10 mM DTT, 2.5 mM dNTPs and 
primed with 160 ng of oligos 55, 14, 17, 41, 51, 25 or 85 using 23 U of avian 
myeloma virus (AMV) reverse transcriptase (Super-RT; Anglian Biotech) at 42°C 
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Table 1 


Sequence of oligonucleotide primers used for PCR amplifications 


OLIGONUCLEOTIDE SEQUENCE SENSE 
oligo 55 5’-AGTAACACAACACTCTTA-3° ~ 
oligo 32 5’-TGTTGCCATTAAAATCA—3° + 
oligo 14 5’ -CGTGACGTTACCAGTGC-3° = 
oligo 18 5’-AGATTGCTATTAGTAAG-3° + 
oligo 17 5’ -ACATACTAAGTCAGCTA-3’ < 
oligo 13 5’ -CAGTGCTACACCTAGATTCATG—3’ + 
oligo 41 5’-TTTTCAATAGGTTCGTA-3’ = 
oligo 76 5’ -AAACGTAAGTATCGTTCAG—3* + 
oligo 51 3’ -CTGTCCTTCCTAAATTGCAACACACCATGCATAGC-3’ = 
oligo 52 5’ -GGCCTTGGTATGTGTGGCTACTAATAGGC-3’ + 
oligo 25 5’ -GGTATGTTATTACTCTTC-3/ = 
oligo 60 5’-GTGTCGGCATCTTAATG-3' + 
Oligo 85 5’ -TTTTTGTATATCACTATC-—3/ al 
oligo 75 5’-CCTTTTAAAGTAAAGTGAGT-3/ + 


Note: all the above oligonucleotide sequences were derived from the sequence of TGEV strain 
FS772/70 except oligo 75 which corresponds to the 5’-end of the leader RNA sequence from TGEV 
FS772/70, PRCV 86/137004 and PRCV 86/135308. 


(Ain 
32 13 52 75 
> > = — 
A(1970bp) <8 ©(950bp) ~<a E(1451bp) ~wi@ G (1774bp) ~= 
55 17 51 85 
18 76 60 75 
a aa aa al 
B(1247bp) WD (1475bp) <M = F(1649bp) H (605bp) ~“* 
14 41 2 85 
"A (1298bp) E (1367bp) 


Fig. 1. Schematic diagram of the TGEV/PRCV genome showing the position of the oligonucleotides 

used for PCR cloning. The arrow heads show the position and the orientation of the oligonucleotides. 

The boxes show the positions of the TGEV/PRCV genes. The lines show the sizes of the PCR 

amplified fragments expected from the TGEV sequence and the dotted lines the sizes of the PRCV 

fragments if different from the equivalent TGEV fragments. The L denotes the position of the putative 

leader RNA sequences, upstream of the N and ORF-7 genes, on mRNA species 6 and 7 from which 
oligo 75 was used for PCR amplifications. 
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for 90 min. The ssDNA was PCR amplified, using the oligonucleotide primers 
shown in Table 1, following a protocol supplied with the AmpliTaq™ kit (Perkin- 
Elmer-Cetus) in a Techne PHC-1 programmable thermal cycler using 35 cycles of 
94°C for 1 min, 40° C for 2 min and 72° C for 3 min with a final elongation step of 
72°C for 9 min. The PCR generated cDNA fragments were purified by agarose 
gel electrophoresis and isolated from the gel using Geneclean™. The cDNA was 
5’-phosphorylated using T, polynucleotide kinase (Gibco, Bethesda Research 
Laboratories) and any incomplete ends repaired using Klenow fragment (Phar- 
macia), prior to ligation into SmalI-cut dephosphorylated pUC13 (Pharmacia). The 
resulting plasmids were transformed into E. coli strain JM105 and ampicillin 
resistant transformants directly analysed by a modification of the method of 
Gissow and Clarkson (1989). The transformants were grown in 2 ml of X2 LB 
containing 100 wgml~! ampicillin of which 400 1 samples were centrifuged, the 
cell pellets resuspended in 500 1 H,O and boiled for 5 min. The cell debris was 
centrifuged for 5 min and 10 pl aliquots of the supernatants PCR amplified, using 
universal and reverse primers, for 30 cycles of 94°C for 1 min, 55°C for 2 min, 
72°C for 2 min with a final elongation step at 72°C for 9 min. The reaction 
products were analysed on 1% agarose gels. Plasmid DNA was isolated from 
transformants containing PRCV cDNA fragments of the expected length as 
outlined in Fig. 1. 


Sequencing of cloned PCR fragments 


PRCV cDNA was cut from plasmids, using BamHI and EcoRI, and ligated 
into EcoRI and BamHI digested M13 mp18 and 19 phage vectors. The PRCV 
cDNA was sequenced, from the M13 ssDNA templates using the Sequenase™ 
(United States Biochemical Corporation) protocol and oligonucleotide primers 
derived from TGEV sequence data. Each cDNA fragment was sequenced several 
times in both directions to eliminate any ambiguous data. 


Data handling and analysis 

A sonic digitizer (Graf/Bar; Science Accessories Corporation) was used to read 
data into a Elonex PC-286 microcomputer and data were analysed on a MicroVAX 
3600 using the computer programs of Staden (1982), the University of Wisconsin 
Genetics Computer Group (UWGCG; Devereux et al., 1984) and CLUSTAL 
(Higgins and Sharp, 1988). 
Results 
Cloning of PRCV RNA 


The PRCV (86/137004) genome upstream of the S gene to the poly (A)-tail was 
cloned by PCR amplification. Eight cDNA fragments of 1298 bp (A), 1247 bp (B), 
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950 bp (C), 1475 bp (D), 1367 bp (E), 1649 bp (F), 1774 bp (G) and 605 bp (H) 
were amplified from PRCV RNA using appropriate primers (Fig. 1). The sizes of 
fragments B, C, D, F, G and H were as expected from the TGEV sequence data, 
however, fragments A and E were 1298 bp and 1367 bp in contrast to the TGEV 
1970 bp and 1451 bp fragments (Fig. 1). The size difference, 84 bp, in PRCV 
fragment E was due to the several small deletions reported by Page et al. (1991). 


End of Oligs 32 
Smata 
AATCACGGAATTTAGTTGGAATAAATATT TATATGAATTGATTCAAAGATTIGAGTATTGGACTGTGTTTTGTACAAGTGTTAACACGTCATCATCAGAAGGCTTTCTGATTGGTGTTAA 120 
IT © F S #NK Y LY BL I@RF EY WHTVYF CTSV NTS ES SEGF LI GY N 40 
D T 


CTACTTAGGACCATACTGTGACAAAGCAATAGTAGATGGGAATATAATGCATGCCAATTATATATTTIGGAGAAATTCTACAATCATGGCTCTATCACATAACTCAGTCCTAGACACTCC 240 
YuLGePyY¥y¢epD RK ATV O GN IM HAN Y ITP WRN ST EMAL S HN SVL OD T P 80 


‘TAAATTCAAGTGTCGTTGTAACAACGCACTTATTGTTAATTT AAAAGAAAAAGAA T TGAATGAAATGGT TATTGGATTACTAAGGAAGGGTAAGTTGCTCATTAGAAATAATGGTAAGTT © 360 
K F K C R CN RAL I VN EK € K £E LN EM VY IT GEG RK GK LL IT RNNG KL 120 


Dc astainatall 
RR ee RRC SE Eee ee RNR TT OCI RCE ICE CIRCE LTCC AATIGCACTCAT 480 
boN F GN H F IN T P *® 131 
v «i} 
* 
Spike MOR KG FY Fo VY VM POL rt ¥ §¢ OK F PTS ¥Y ¥Y SRE TP D 23 
CAATGTGCTAGTTIATGTGGCTAATGTITTTACTACACAGCCAGGAGGCTTTATACCATCAGATTTTAGTITIAATAATTGGT ICATCCTAACTAATAGC TCCACGTTGGT TAGTGGCAAAR 600 
Y 
Qc AS Y VAN V FT FT Q@PGGF IPS DEF & F NN WPF LY LTNS & TLV S&S GK 69 
TTAGTTACCAAACAGCCTCTATTAGTTAATTGCTTATGGCCAGTCCCTAGCTTTGAAGAAGCAGCTICTACATTTTGTTTTGAAGGTGCTGACTTTGATCAATGTAATGGTGCTGTTTTA = 720 
LovtTkK oe L LVNcCL WwW PV PS FE BE AAS TF CF E GCA DF Oe GCNGANVOEL 109 


AATAACACTGTAGACGTCATTAGGTTTAACCTTIAATTTIACTACAAATGTACAATCAGGTARGGSTGCTACAGTGT TT TCAT IGAACACAACGGGTGSTGTCACTCTTGAAATCICATGT B48 
’ . ’ 


NN T ¥ D¥odrR F NLS FT TN V QS GK GA TV FS LNT TGEVY TLE IS EC 149 

TATAATGATACAGTGAGTGATTCGAGCTTTTCCAGTTACGGTGAAATTCCGTTCGGCGTAACTAATGGACCACGGTACTGTTACGTACTCTATAATGGCACAGCTCTTAAGTATCTAGGA 960 

YNDTVSDSSFSSYGCEITPFGOVTNGPRYCYVLYNGTALKYLG 189 
Oligo 18 


ACATTACCACCTAGTGTCAAGGAGATIGCTATTAGTAAGTGGGGCCATTITTATATTAATGGTTACAATTICTT EAGCACATTIICCTATIGATIGIATATCIITIAATTIGACTACTGGE 1080 
PLPPSVKELTAYTS XK wGOHPFYINGYNFRFSTFRETOCISEFHUETTS 229 
GATAGTGACGTCTTC TGGACAATAGCTTACACATCGTACACTGAAGCATTAGTACAAGT TGAAAACACAGCTATTACAAATGTGACGTATTGTAATAGTTATGTTAATAACATTAAATGC 1200 
Bs PYF wrt tT AY TS ¥ TEAL VY QV EN TAT T M voeT YcN S ¥ VNWN IK EC 269 
im Oligo 56 
CTCAACTT: ACTGCTARTTIGANTAATGGATTTTATCCTGTICTTCAAGTANGTTGGTTCTCTCAATARGRGTOT 1GTGTTACTACCTAGCTTTICTGRCRCRTACCATICTIANCATA 1326 
SQLTANLNNGFYPVSSSEVGOSVNKSVVYLELPSFLTRTIVANT 309 
ACTATTGGTCTTGGTATGAAGCGTAGTGGTTATGGTCAACCCATAGCCTCAACGCTAAGT AACATTACACTACCAATGCAGGATAACAACACCGATGTOTACTGTGTTCGTTCTGACCAA §=1440 
pt eh SN ER © COPS OE TN SOT BON Dp RM QO NW NP DY CV RS. 8 8 349 
UPTTCAGTTTATGTICATTCTACTIGCAAAAGTGCTTTATGGGACAATGTTTTTAAGCGAAACTGCACGGACGTTTTAGATGCCACAGCTGTTATAAABACTGGTACTIGICCTIICTCA 1560 
PS VYVEHSTEORSALWONVFRRNCTOVLEDATAVIKTSOTCPFES 389 
YTTGATAAATIGAACAAT TACTTAACTTTTAACAAGTTCTGTTTGTCGTTGAGTCCTGTIGGTGCTAATTGTAAGTTTGATGTAGCTGCCCGTACAAGAACCAATGATCAGTTITGITAGA 1680 
Pop K LNN YLT FN K F CLS hb S&S PY GAN CK F DV AAR TR TN OD QE VR 429 
Oligo 13 
AGTTTGTATGTAATATATGAAGARGGAGACAGCATAGTTGGTGTACCOTCTGACAATAGTGGTTTGCACGATITGTCAGTOCTACACCTAGATICGTGCACAGATTACAATATATATGGT 1800 
$ Lb ¥VIYy eb &EGosI VY GY¥Ye 8S DNS GLHOL S&S VL HL OS CT D ¥ NITY G 469 
AGAACTGGTGTTGGTATTATTAGACAAACTAACAGGACGCTACTTAGTGGCTTATATTACACATCACTATCTGGTGATTTGTTAGGTTTTAAAAATGTTAGIGATGGTGTTATCTACTCT 1920 
RTGVGLIROTNRTLLESGCLYYTSLSGDLLGPKNVSDGVIYS 509 


GTAACGCCATGTGATGTTAGCGCACAAGCAGCTATTATTGATGGTGCCATAGTTGGGGCTATCACTTCCATTAACAGTGAATTGTTAGCTCTAACACATTSGACAATAACACCTAATTTT 2040 


vVoT Pp copy S&S AG@aAA tf t DG A EV GAT TFT S$ FNS ECE LL AL T HW TF FT T PR FEF 549 

TATTACTACTCTATATATAATTACACAAATGATAAGACTCGTGGCACTCCAATTGGCAGTAATGACGTTGATTGTGAACCTGTCATAACCTATICTAACATAGGTGTTIGTAAAAATGGT 2160 

YY YSTtYNYTNDOKTRGTPIGSNDVDCEPVITYSNITGEVEKNG 589 
Qligo 14 


GOTTTGGTTITTATTAACGTCACACATTCTGATGCAGACGTGCAACCAAT TAGCACTGGTAACGTCACGATACCTACTAACTTTACTATATCCGTGCAAGTCGAATACATTCAGGTITAC ©2280 
. ® 


of 
AL woo Ce NO OP oR. SDS DV OGTR TS. GUN OV Od POP ON FE TS Oa VV Ok YY Tey ® 623 


ACTACACCAGTGTCAATAGACTGTICAAGATATGTTTGTAATGGCAACCCTAGGTGTAACAAACTGTTAACACAATACGTTICTSCATGICAAACTATTGAGCAAGCACTIGCAATGGGT = 24 00 


7 T P VS tT bcs RY VECN GNP RECON KLLETeY Vv F& AC eT TE @ALA MG 669 


GCCAGACTTGAAAACATGGAAGTTGATTCCATGTTATTIGTTTCTGAAAATGCCCTTAAATIGGCTICTGTCGAAGCATICAATAGTTCAGAAACTITAGATCCTATTTACAAAGAATGG 
AR LENMEVDSMNLFVSENALKLASVEAFNHSSETLDPIYKEW 
Oligo 76 
MC TANTATAGGTGGCTITIGGCTAGAAGGTCTAAATACATACTICCGTCCGATAATAGCAAACGTAAGTATCGTICAGCTATAGAGGACTIGCTTTTTICTAAGGTTGTAACATCTGGT 
PNIGGFWLEGLkYtILPSDNSKRKYRSATEDLEF S&S KV VT S G 
Oligo 17 
STAGGTACAGTTGATGAAGATTACARACGTTGTACAGGTGGTTATGACATAGCTGACTTAGTATGTGCTCAATACTATAATGGCATCATGGTGCTACCTGGTGTGGCTAATGCTGACAAA 
LGOTVDEDYKRCTGOGYDIADLVCAQY YNGIMVYLP GYAN A D K 
ATGACTATGTACACAGCATCCCTCGCAGGTGGTATAACATTAGGTGCACTTGGTGGAGGCGCCGTGGCTATACCTTTTGCAGTAGCAGTICAGGCTAGACTTIAATTATGTTGCTCTACAA 
MTMYTASLAGGITLGALGGEGAVATPFAVYVAY Q@QARLNY VAE 
ACTGATGTATTGAACAAAAACCAGCAGATCCTGGCTAGTGCTTTTAATCAAGCTATTGGTAACATTACACAGTCATTTGGTAAGGTTAATGATGCTATACATCARACATCACGAGGICTT 
TD VENKNOQILASAFNOAIGNITOSFGKVYVNDATHOTSRGL 
ACAACTGTTGCTAAAGCATTGGCAAAAGTGCAAGATGTTGTCAACACACAAGGTCAAGCTTTAAGACACCTAACAGTACAATTGCAAAATAATTICCAAGCCATTAGTAGTTCTATTAGT 
TTVAKALAKVQODBVVNTOEOGAQALRHLIVAQLAONNFQAATS &S SI S$ 
GACATTTATAATAGGCTTGATGAATTGAGTGCTGATGCACAAGTCGACAGGCTGA TCACAGGAAGACTTACAGCACTTAATGCATTIGTGTCTCAGACTCTAACCAGACAAGCCGAGGTT 
DIYNRLBDELSADAQVODRLITGCRUTALNAF VY SQATLTRAQAAE V 
AGGGCTAGTAGACAACTTGCTAAAGACAAGGTTAATGAATGCGTTAAGTCTCAGTCTCATAGATTCGGCTTCTGTGGTAATGGTACACATTTGTITTCACTCGCAAATGCAGCACCAAAT 
RASROLAKRDEKEVNECVEKESOSHRFGFCGRGTHLFSLANAAPN 
GGCATGATCTTCTTTCACACAGTGCTATTACCAACGGCTTATGAAACTGTGACTGCTTGGTCAGGTATTIGTGCTTTAGATGGTGATCGCACTTTTGGACTTGTCGTTAAAGATGTCCAG 
GMIFFHTVLLPTAYETVTAWSGIrCALDGODORTF GLiV VK DV Q 
TIGACTTTATTTCGTAATCTAGATGACAATTTCTATTTGACACCCAGAACTATGTATCAGCCTAGAGIGGCAACTAGTTCTGATITTGTTCAAATTGAAGGGTGCGATGTGCTGTITGIT 
LITLbFRNLDBDNFYLTPRTMYQPRVATS SOF VAI EG CRVL EF VV 
AATACAACTGTAAGTGATTTGCCTAGTATTATACCTGATTATATTGATATTAATCAGACTGTTCAAGACATATTAGAAAATTTTAGACCAAATTGGACTGTACCTGAGCTGACTATGGAC 
RrtTVsSDLPSTIPDYTDINOTVODILDENFRENWTVPELTMD 
GTTTTTAACGCAACCTATTTAAACCTGACTGGTGAAATTGATGACTTAGAGTTT AGGTCAGAAAAGCTACATAACACTACTGTAGAACTTGCCATTCTCATTGACAACATTAACAATACA 
TERRE ERE ORT DS LER SE Ron NOR T VR LOA TD one ew we 


Oligo 52 
o= aeennenneeere = > 


TTAGTCAATCTIGAATGGCTTAATAGAATTGAAACTTATGTAAAATGGCC: 


ATGTGTGGCTACTAATAGGCTTAGTAGTAATATTTTGCATACCATTACTGCTATTTTGCTGTTGT 


LVNLEwWLNRIE TY V K WP WY VY Wb bt Gg obviv I Fc IP Lb EF Cc e¢ 
Oligo 41 
¢--------------. _ 
AGTACAGGTTGCTGTGGATGCATAGGTTGTTTAGGAAGTTGTTGTCACTCTATATTCAGTAGAAGACAATTTGAAAATTATGAACCTATTGAAAAAGTGCACGTCCATTAAATTTAAAAT 


(14) 
sTtTGcGccGcgcréeLnrbsgcsccHs IFS RRQEF EN Y EP TE KV HV H * 


GTEAATITIATCTOCTATANTATCATI IGT TGETAAGGRTORIGANTDANCRNCTETCAMGTCAGTCAMATETNCTAATACATCHonemcerse tng hegre reer rene ne 


(A) (B) aid) (vi) 
VK FTNTSVODVVYLDELOCV ¥ 


CTTTGCTGT: ANCCCTTARAGTAGARTTTARGACTIGTAARTIACTIGIGTOCATAGGTIT1GGEGACATACE TC TTOCGGL TART GANGA GTAARCACACARART CC AMOCRTTAAGT 


(v) (Cc) 
FAVTLKX VEF KTCKLLEVeci GF GDbIL LAA TE EE VN T Q@N PK OH * 
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Fig. 2. The nucleotide and deduced amino acid sequences of the carboxyl-terminus of the 1b 
polymerase and S genes, including the ORF-3a pseudogene, from PRCV 86/137004. The horizontal 
arrows show the position and orientation of the primers used to generate the PCR fragments. The 
ACTAAAC sequence upstream of the S gene is identified with a thick line. Amino acids below the 
PRCV polymerase sequences are substitutions found for the FS772/70 strain of TGEV. The double 
underlined sequence at the beginning of the S gene is the predicted N-terminal signal sequence. 
Potential N-glycosylation sites (NXT or NXS) are identified with a black triangle. The double 
underlined sequence at the carboxyl-terminus of the S protein shows the position of the potential 
transmembrane domain. The numbered vertical arrows shown below the PRCV nucleotide sequence 
indicate the positions of the deletions found when compared to the TGEV FS772/70 sequence, 
corresponding to (i) 672, (ii) 9 (this deletion is also found in TGEV strains Purdue-115 and Miller), (iii) 
13, (iv) 22 and (v) 36 nucleotides (Page et al., 1991). The lettered vertical arrows below the PRCV 
sequence indicate insertions, corresponding to (A) 3, (B) 16 and (C) 29 nucleotides (Page et al., 1991), 
found in either TGEV Purdue-115, (B) and (C), or both Purdue-115 and Miller, (A), that are not found 
in either TGEV FS772/70 or PRCV. These sequence data will appear in the EMBL/GenBank/DDBJ 


Nucleotide Databases under the accession number 60089. 
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== 
TTITTCTCAGGCGGTTCTAAACGAAATTGACT TAAAAGAAGAAGAGGGAGACCGTACCTATGACGTTTCCTAGGGCATTGACTGTCATAGATGACAACGGAATGGTCATTAGCATCATTTT 
FS Q AV LN Et DL K EEE GDRTYDV Ss * 
ORF-4 M T F P RAL TVIODDBN GM VIS TIer 
FS772/70 L 
Purdue-115 N 


Oligo 51 


TTGGTTCCTGTTGATAATTATATTGATATIACTTTCAATAGCATTGCTAAATATAATTAAGCTATGCATGGTGTGTTGCAATTTAGGAAGGACAGTTATTATTGTTCCACTGCAACATGC 
wFoOLbLgzdtI1I%3%ILdIiLLs IAL LN Tt IKLeMVY CCN LG RTV ITI Vv PV OHA 
Fr t 
A A 


beet 
TTACGATGCCTATAAGAATTTTATGCGAATTAAAGCATACAACCCTGATGGAGCACTCCTTGTT TGAACTAAACAAAATGAAGATTTTGTTGATATTAGCGTGTGCGATTGCATGCACAT 
Y DA Y K N F MR IK AY NPODGALOLV *® 


H Membrane MK IL b IT tb AC AT AC T C 
A FS772/70 T — 
Purdue~115 v A 


ST CORON ACRE NUTT ST OE RTGADAGNCGD TACAGGT RIG TCATOTCOCARTGGCACAGCOTCTGATTICIGAGTCATCCTICARCAGAGGCGATCTTATTTGGCATCTIGCAAACTGGR 


’ 


’ 

G ER ¥ C AM K DDT GLesS CRN GTA S DCE S CF NR GD LI WHHL AN WN 

= Ss A G =a 
s D s G 


ACTTCAGCTGGTCTATAATATIGATCATTTTTATTACTGTGCTACAATATGGAAGACCTCAATTCAGCTGGT TCGTGTATGGCATTAAAATGCTTATAATGTGGCTATTATGGCCGATTG 


Fos Ws it pig riait gry Lb YGRP QF S WFVOY GoIOK ML IM WL Lb WP iofiyv 
a 
v A v 


TITIGGCTCTTACGATTTTTAATGCATACTCGGAATACCAAGTGTCCAGGTATGTAATGITCGGCTTTAGTATTGCAGGTGCAATTGTTACATTTGTACTCTGGATTATGTATTTTGTAA 
LAL TIF NAY S EY Q@Q VS R YVM F GF oS T AGA IV TF VL WIM ¥Y fF VR 
Se 
Vv 


GATCCATTCAGTTGTACAGAAGGACTAAGTICT TGGTGGTCCTTCAACCCTGAAACTAACGCAATTCTTTGCGTTAGTGCATTAGGAAGAAGCTATGTGCTTCCTCTCGAAGGTGTGCCAA 
Ss IQ@b ¥ R RT K S KH WS FN PE TN ATLOEOVS AL GRS ¥ VL Pk EG Vv PT 
I 
K 


CTGGTGTCACTCTAACTTIGCTTTCAGGGAATTTGTACGCTGAAGGGTTCAAAATTGCAGGTGGTATGACCATCGACAATT TGCCAAAATACGTAATGGTTGCATTACCCAGCAGGACTA 
Gv TULTLLS GN LL Y AE GF K IAG GM T IDN iL PK Y VM VAL PS RTE 
N 
N 


TIGTTTACACACTTGTTGGCAAGAAGT TGAAGGCAAGTAGTGCGACTGGATGGGCTTACTATGTAAAATCTAAAGCTGGTGATTACTCAACAGAGGCAAGAACTGATAATTTGAGTGAGC 
v 
voeY tT LY GK K LK AS SAT GWA Y ¥ WV K S K AG D YS TEAR TON LU SEQ 
D 


<---- 


euamtorn) 
AAGAAAAATTATTACATATGGTATAACTAAACTTCTAAATGGCCAACCAGGGACAACGTGTTAGTTGGGGGGATGAATCCACCAAAATACGTGGTCGCTCCAATTCCCGTGGTCGGAAGA 
£E K L UKM Vv * 


Nucleoprotein MANOQGeOQRVS WGODES T K I RGRSNSRGR K I 
FS772/70 s 
Purdue-115 T N 


Oligo 25 


TTAATAACATACCTCTTICATTCTICAACCCCATAACCCTCCAGCAAGGTGCAAAATTTTGGAACTCATGTCCGAGAGATTTTGTACCCAAAGGAATAGGTAATAGGGATCAACAGATTG 
NN I PLS F FN PITULQ@GAK F WN S CP RDF VP K GIGRNHRDQeQIG 
s L 
s L 


GTTATTGGAATAGACAAACTCGCTATCGCATGGTGAAGGGCCAACGTAAAGAGCTICCTGAAAGGTGGTICTTTTACTACTTAGGCACTGGACCTCATGCAGATGCCAAATTTAAAGATA 
YwWwNR QTR Y¥ RM V KG QR K EL PE RWP F ¥ Y LG TGP HAD A KF KOD K 


AATTAGATGGAGTTGTCTGGGTTGCCAAGGATGGTGCCATGAACAAACCAACCACGCTTGGTAGTCGTGGTGCTAATAATGAATCCAAAGCTTTGAAATTCGATGGTAAAGTGCCAGGCG 
LDGVvVvVvWVAK DGAMN K PTT LG S& R GAN NE S K AL K F DG KV PGE 


AATTTCAACTTGAAGTTAACCAGTCT AGGGACAACTCAAGGTCACGCTCTCAATCTAGATCGCGGTCTAGAAACAGATCTCAATCTAGAGGTAGGCAACAATCCAATAACAAGAAGGATG 
PF QL EVN @S RDN S RS RS QS RS RS RNRSEOQOS RGRQES NN K K DD 


F 


ACAGTGTAGAACAAGCTGTTCTTGCCGCACTTAAAAAGTTAGGTGTTT ACACAGAAAAACAACAGCAACGCTCTCGTTCTAAATCTAAAGAGCGTAGTAACTCTAAAACAAGAGATACTA 
SV EQAV4LAAL K KL GY Y¥ T EK QOAQRS RS KS K ERS NS K TRO TT 
D Loy 
D 


CGCCTAAGAATGAAAACAAACACACCTGGAAGAGAACTGCAGGT AAAGGTGACGTGACAAGATTTTATGGAGCTAGAAGCAGCTCAGCCAATTTTGGTGACAGTGACCTCGTTGCCAATG 
P K N EN K H T WK RTA GK GODVTRF ¥ GAR S S&S SAN F GDS DLV AN G 


s T 


GGAGCAGTGCCAAGCATTACCCACAATTGGCTGAATGTGTTCCATCTIGTGTCTAGCATTTTGTTTGGAAGCTATTGGACTTCAAAGGAAGATGGCGACCAGATAGAAGTCACGTTCACAC 
S S AK H ¥Y P Q@Q LAE CV PS YS STL F CGS ¥ WTS KEDG DAI EV TF T HK 


Bese ae eee eee ee eee ee Roe Soe Ee Ue RO KOENIG Re RoR Ss RS Re 
K Y HL P DH PK TEQFLOQeaiti wn aA YY AC PS EV AK EQ R K R K S RS K S 
D R 
D G R 


240 
61 


480 
55 


600 
95 


720 
135 


1320 
68 


1440 
108 


1560 
148 


1680 
188 


1800 
228 


1920 
268 


2040 
308 


2160 
348 
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a 
CTGCAGAAAGGTCAGAGCAAGAGGTGGTACCTGATICATTAATAGAAAACT. INTRCAGATGTSTTTCA TGACREACIOCTIGAGATGRT TON GMOS TANCE IDE AMACONCA TERRE 2280 
BeOS RS 018s OV AURA DoS, Bs dh Bees Bea iz pT Q@VvVEM IDE VTN 382 
one? M LY 3 

a z T FS772/76 

Purdua-115 
COTCCTCCAGGCTGTATGTATTACAGTTTTAACCTTACTACT AATTGGTAGACTCCAATTATTAGAAAGATTATTACTTAATCACTCTTTCAATCTIAAAACTGTIGATGATTITAATAT 2400 

7 

LLOQOAVCITVLTLUbLLtI GCGRLQLULERLL LE NHS FNL K TV DD F NWN IT 43 

H r L A 

Fe HK Fr I D N 


poe eal rags Cease ee eee e ae ee eee ey ee eee AL Le Ek Me 2520 
RS A & Rb&LRe V¥VOUR EL IF DL L F cy RLV ILM 78 


¥ T ¥v 
GTATAAAACTGGTTTTTCCGAGGAACTACTGGTCATCGCGCTGTCTACTCTTGTACAGAATGGT AAGCACGTGT AATAGGAGGTACAAGCAACCCTATIGCATATTAGGAAGTITAGATT 2640 


TGATTTGGCAATGCTAGATTTAGTAATTTAGAGAAGTTT AAAGATCCGCTACGACGAGCCAACAATGGAAGAGCTAACGTCTGGATCTAGTGATIGTTTAAAATGTAAAATTIGITIGARA 2760 
Oligo 85 


NUTYTCCTTITGATAGIGNIATACAAAAAA 2790 


Fig. 3. The nucleotide sequence of the PRCV (86/137004) genome from the 3’-end of ORF-3 gene to 
the poly (A) tail. The amino acid sequences corresponding to the carboxyl-terminus of ORF-3, ORF-4, 
M, N, and ORF-7 gene products are shown below the nucleotide sequences. The horizontal arrows 
show the position and orientation of the primers used to generate the PCR fragments. The position of 
oligo 75 is not shown as it corresponds to the 5’-end of the leader RNA sequence and was used to 
generate PCR fragments from the two smallest mRNA species, mRNAs 6 and 7. The position of oligo 
60 is not shown as it corresponded to a region within PRCV ORF-3, not shown in this figure, described 
by Page et al. (1991). Amino acid substitutions found on the TGEV FS772/70 (Britton et al., 
1988a;1988b) and Purdue-115 (Laude et al., 1987; Rasschaert et al., 1987) sequences are shown below 
the PRCV sequences. Positions of the putative RNA-leader binding sites CTAAAC for ORF-4 and 
ACTAAAC for M, N and ORF-7 genes are shown as thick lines above the nucleotide sequence. The 
predicted N-terminal membrane signal sequence of the M protein is double underlined. The thick lines 
below the M amino acid sequence show the positions of the predicted transmembrane domains. The 
number sign shows the position of the amino acid deleted from the ORF-4 gene in TGEV FS772/70. 
The black triangle shows the position of potential N-glycosylation sites. The nucleotide sequence data 
reported in this paper for PRCV strain 86 /137004 have been submitted to the EMBL/Genbank/DDBJ 
nucleotide sequence databases and have been assigned the accession number X60056. 


The observation that the PRCV fragment A was about 600 bp smaller than the 
equivalent TGEV fragment would account for the observed difference in the size 
of PRCV mRNA 2 (Britton et al., 1990; Page et al., 1991). The PRCV cDNA 
fragments A to H were cloned into pUC13 and the corresponding plasmids 
pPR137-7 (A), pPR137-9 (B), pPR137-11 (C), pPR137-13 (D), pKP-1 (B), 
pPR137-5 (F), pPR137-1 (G) and pPR137-—3 (H) were used for DNA sequencing. 


Sequencing of PRCV cDNA 


The PRCV cDNA from the above plasmids, except pKP-1, was subcloned into 
M13 vectors and ssDNA templates sequenced. The PRCV cDNA from pKP-1 was 
sequenced as described by Page et al. (1991). 

The sequence of 4320 bp (Fig. 2), derived from the PRCV cDNA in fragments 
A-D and part of E, is shown in Fig. 2. The sequence was translated in all six 
reading frames. An ORF of 3678 bp, nucleotides 394-4071, corresponding to a 
gene product of 1225 amino acids preceded by the potential RNA polymerase- 
leader complex binding site, ACTAAAC, 26 bp upstream of the initiation site (Fig. 
2) was identified as the PRCV S gene. Comparison of the PRCV and TGEV S 
genes identified a deletion of 672 nucleotides, corresponding to 224 amino acids 
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(TGEV residues 21 to 245), 59 nucleotides downstream of the PRCV S gene 
initiation codon (Figs. 2 and 4). The rest of the deduced amino acid sequence of 
the PRCV S protein showed 98% similarity to the TGEV S protein. The 5’-end 
region of the PRCV S gene from a second British isolate of PRCV, strain 
86 /135308, was cloned and sequenced and found to have an identical deletion. 
The first 20 amino acids of the PRCV S protein were identical to those found on 
TGEV of which the first 16 fulfil the criteria for a eukaryotic signal sequence with 
the potential cleavage site between the glycine (16) and aspartic acid (17) residues 
(Fig. 2). This cleavage site has been confirmed, for the avirulent Purdue strain of 
TGEV, by N-terminal amino acid sequencing of the S protein isolated from virions 
(Rasschaert and Laude, 1987). Assuming that the PRCV signal sequence is cleaved 
the PRCV S protein would comprise a polypeptide of 1209 amino acids with a M, 
132,897 compared to 1433 amino acids with a M, 158,160 for TGEV S protein. 

An incomplete ORF of 397 bp was identified, nucleotides 2-397 (Fig. 2), which 
consisted of 131 amino acids that terminated at a TGA stop codon. The deduced 
amino acid sequence of this ORF had 99.2% similarity with 97.7% identity to an 
ORF found upstream of the TGEV FS772/70 S gene, previously identified as the 
C-terminal end of the TGEV ORF-1b polymerase subunit, because of its homology 
to the ORF-1b polymerase subunits of infectious bronchitis virus (IBV; Boursnell 
et al., 1987) and mouse hepatitis virus (MHV; Bredenbeek et al., 1990). 

A sequence of 57 amino acids, corresponding to nucleotides 4145-4318 (Fig. 2), 
identified downstream of the PRCV S gene that had no ACTAAAC site or 
initiation codon had 71.9% similarity with 70.2% identity to part of the TGEV 
FS772/70 ORF-3a gene indicating that they formed part of a pseudogene corre- 
sponding to TGEV ORF-3a. The 174bp PRCV ORF-3a pseudogene had the first 
three amino acids deleted and contained a 36 base deletion which resulted in the 
loss of the last 13 amino acids when compared to TGEV ORF-3a. However, an in 
frame fusion at nucleotide 4284 (Fig. 2) resulted in 11 extra amino acids at the 
C-terminal end of the PRCV pseudogene product which were identical to the 
amino acids found at the end of ORF-3a from the Miller strain of TGEV (Wesley 
et al., 1989). Work by Page et al. (1991) has shown that PRCV has no mRNA 
species with an ORF equivalent to TGEV ORF-3a at the 5’-end indicating that a 
gene product equivalent to TGEV ORF-3a will not be produced by PRCV though 
part of this potential TGEV gene appears as a pseudogene in the PRCV genome. 

Sequence data of 2790 bp from the PRCV cDNA fragments F-H is shown in 
Fig. 3. Four complete ORFs, nucleotides 59-304, 318-1103, 1119-2264 and 
2273-2506, corresponding to gene products of 82, 262, 382 and 78 amino acids 
(Fig. 3). The nucleotide sequence of the PRCV cDNA showed 98% similarity with 
the equivalent region from TGEV. The amino acid sequences of the four ORFs 
were almost identical to the ORF-4, M, N and ORF-7 gene products of TGEV 
(Fig. 3). The initiation codon of ORF-4 was preceded by the hexameric sequence, 
CTAAAC, and the initiation codons of the M, N and ORF-7 genes were preceded 
by the heptameric sequence, ACTAAAC. 

The potential product of the PRCV ORF-4 gene is very similar to the equiva- 
lent TGEV gene product (Fig. 2) and showed 96% identity to the FS772/70 
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(Britton et al., 1989) and Purdue-115 (Rasschaert et al., 1987) but 100% identity to 
the virulent Miller (Wesley et al., 1989) strains of TGEV. The isoleucine at residue 
55 of the Purdue-115 and Miller TGEV sequences, found to be deleted from the 
FS772/70 sequence, was present in the PRCV sequence. There were three amino 
acid substitutions between the PRCV and FS772/70 ORF-4 sequences and four 
amino acid substitutions between the PRCV and Purdue-115 ORF-4 sequences, 
none of which occur between the two TGEV sequences. 

Analysis of the PRCV M protein amino acid sequence by the method of von 
Heijne (1986) identified a potential membrane signal sequence with the cleavage 
site between the Gly'® and Glu!” residues (Fig. 3). A similar M protein membrane 
signal sequence was identified in the TGEV (Laude et al., 1987; Britton et al., 
1988b) and on the M protein from the antigenically related coronavirus feline 
infectious peritonitis virus (FIPV; Vennema et al., 1991). 

Comparison of the PRCV N protein and ORF-7 sequences to those of TGEV 
FS772/70 (Britton et al., 1988a) and Purdue-115 (Kapke and Brian 1986; Rass- 
chaert et al., 1987), Fig. 3, showed that there were no deletions or insertions within 
the PRCV genes. No deletions were found within the 3’ non-coding region in 
contrast to the two and five base deletions observed in the non-coding region of 
the RM4 isolate of PRCV (Rasschaert et al., 1990). The N protein of PRCV 
contained eight or 14 amino acid substitutions when compared to the FS772/70 
and Purdue-115 sequences respectively (Fig. 3) of which six were identical between 
the TGEV strains. The PRCV sequence contained the octameric sequence, 
GGAAGAGC, at the 3’-end of the genome, upstream of the poly (A) site, 
conserved in all coronavirus sequences todate. 


Discussion 


In this study the 3’-end of the genome from a British isolate of PRCV was 
cloned and sequenced. The region analysed consisted of 7822 nucleotides and 
extended from the 3’-end of the 1b subunit of the PRCV polymerase gene to the 
start of the poly(A) tail. Previous work (Britton et al., 1990; Page et al., 1991) had 
shown that two of the PRCV mRNA species, mRNA 2 and mRNA 3, were smaller 
than the corresponding TGEV species. We concluded that PRCV mRNA 3 was 
smaller due to the creation of a new putative RNA-leader binding site upstream of 
a gene equivalent to the TGEV ORF-3b gene with the loss of the putative RNA 
binding site upstream of TGEV ORF-3a. The new putative RNA-leader binding 
site resulted in a PRCV mRNA 3 species, about 200 nucleotides smaller than the 
equivalent TGEV mRNA, with a gene equivalent to TGEV ORF-3b at the 5’-end. 
The study also identified several small deletions, 84 nucleotides in total, in the 
PRCV genome corresponding to the 5’-end of TGEV mRNA 3. Two of the 
deletions were in the area corresponding to the potential TGEV gene, ORF-3a, 
resulting in the loss of this potential gene in PRCV, although part of the gene 
remained as a pseudogene. This observation was confirmed on a second British 
isolate (Page et al., 1991) and by Rasschaert et al. (1990) for a French isolate of 
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PRCYV indicating that it may be a common feature of PRCV. However, these small 
deletions could not account for the smaller size of PRCV mRNA 2. This was due 
to a major deletion of 672 nucleotides, corresponding to 244 amino acids, equiva- 
lent to amino acid residues 5 to 229 on the TGEV S protein following cleavage of 
the membrane signal (Fig. 4). The deletion was shown to be present on two British 
isolates of PRCV and a French isolate (Rasschaert et al., 1990) indicating that this 
deletion may also be a common feature of PRCV. A cDNA probe, pD24, 
corresponding to amino acids 66 to 154 of the S protein from TGEV (Miller strain) 
reacted with the Miller and Purdue-115 strains of TGEV but not to FIPV, feline 
enteric coronavirus (FECV), canine coronavirus (CCV) or PRCV (strain ISU-1) 
isolated from a pig in Indiana, U.S.A. (Bae et al., 1991). On the other hand a 
cDNA probe, pE21, corresponding to amino acids 325 to 451 of the Miller S 
protein, reacted with both TGEV strains, PRCV (SU-1), FIPV, FECV and CCV. 
The region of the Miller S gene corresponding to probe pD24 was within the 
region deleted from PRCV implying that the American isolate of PRCV may also 
contain the S gene deletion. The sequence data presented in this study showed 
that the gene encoding the PRCV ORF-1b polymerase subunit is directly upstream 
of the S gene, in a similar position as observed for TGEV, with no intervening 
ORFs, in contrast to bovine coronavirus (BCV) and MHV where other genes or 
pseudogenes are present. Therefore the results presented in this paper and from 
previous work indicate that the order of viral genes in PRCV was 5’-[1b-S-3-4-M- 
N-7]-3’ whereas TGEV has the gene order 5’-[1b-S-3a-3b-4-M-N-7]-3’. The se- 
quence data also showed that PRCV had only diverged by about 4% when 
compared to TGEV sequence data. 

Previous comparisons of the S protein sequences from two virulent TGEV 
strains, FS772/70 (Britton and Page, 1990) and Miller (Wesley 1990), and one 
avirulent strain, Purdue-115 (Jacobs et al., 1987; Rasschaert and Laude, 1987), 
identified a six base insert in the genomes of the virulent strains resulting in two 
extra amino acids with an extra potential N-glycosylation site and an amino acid 
substitution at residue 384, serine to phenylalanine, which prevented the binding 
of MAbs belonging to site C (Delmas et al., 1990) or site D (Correa et al., 1988; 
1990; Posthumus, 1990). The British and French PRCV isolates were shown to 
contain both the six nucleotide insert and point mutation. Comparison of S protein 
sequences from the antigenically related coronaviruses, TGEV and FIPV, showed 
94% similarity except for the first 267 amino acids which had only 30% similarity 
(Jacobs et al., 1987). The deletion within the PRCV S protein was in the same 


Fig. 4. Alignment of the S protein amino acid sequences from TGEV strains FS772/70 (Britton and 
Page, 1990), Miller (Wesley 1990) and Purdue-115 (Rasschaert and Laude, 1987), PRCV 86/137004 
(this paper) and FIPV 79-1146 (De Groot et al., 1987) by the CLUSTAL program. The plusses are 
padding characters for optimal alignment of the sequences. The asterisks below the sequences show 
identical amino acids in all five viruses and the minus is used if the amino acids match from four 
viruses. The thick line above the sequences shows the position of the heptad repeat identified by 
Rasschaert and Laude (1987) for TGEV and the row of arrow heads shows the position of the potential 
transmembrane domain also present in all the virus sequences. 
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FS772/70 MKKLFVVLVVM++++PLIYGDNFPCSKLTNRT IGNHWNLIETFLLNYSSRLSPNSDVVLGDYFPTVQPWENC LHNNSNDLYVTLENLKALYW+ +DYATEN 
Miller MKKLFVVLVVM++++PLIYGDNFPCSKLTNRTIGNHWNL IETFLLNYSSRLSPNSDVVLGDYFPTVOPWENC I RNNSNDLYVTLENLKALYW+ +DYATEN 
Purdue MKKLFVVLVVM¢ +++PLIYGDNFPCSKLTNRT IGNOWNL [ETFLLNYSSRLPPNSDVVLGDYFPTVQPWENC I RNNSNDLYVTLENLKALYW+ +D YATEN 


PRCV MKKLFVVLVVM++4++PLIYGDKFP +4 4444444444444 4444444444444 44444444 444444444444 F Ftd htt ttt tte t ttt tsetse tetet 
FIPV MIVLVTCLLLLCSYHTVLSTTNNEC I QVNVTQLAGNENL IRDFLF ++ +SNFKEEGSVVVGGYYPT +EVWYNCSRTARTTAFOYFNNIHAF YE VMEAMENS 
t % — tee —- aoe 


FS772/70 STWNHKQRLNVVVNGYPYSITVTTTRNFNSAEGAL I +++CICKGSPPTTTTESSLTCNWGSECRLNHK+++F'P ICPSNSEANCGNMLYGLOQWF ADAVVAY 
Miller ITLNHKQRLNVVVNGYP YSITVTTIRNENSAEGAL I +++CICKGSPPTTTTESSLTCNWGSECRLNHK+++FP ICPSNSEANCGNMLYGLOWFADAVVAY 
Purdue ITWNHRORLNVVVNGYPYSITVTTTRNENCAEGAL Y +++MHCKGSPPTTTTESSLTCNWGSECRLNHK+ + +FP ICPSNSEANCGNMLYGLOWF ADEVVAY 
PRCV FEFEFEFFEFEFE LEFF ELS EAT EEL EAEE FEE SESE TFET ESE SEAT EET F FFE EE FETE SHEFF HHT EPP EE EEE tt tt HET hte dt ttt ttt ettet 
FIPV TGNARGKP LLFHVHGEPVSVI I SAYRD+DVQQRPLLKHGLVCITKNRH INYEQF TSNQWNSTCTGADRKIPFSLIPTDN++++GTKIYGLEWNDDFVTAY 


FS772/70 LHGASYRISFENQWSGTVTLGDMRATTLETAGTLVDLWWENPVY ++++++DVSYYRVNNKNGTTVVSNCTD++QCASYVANVE TTOPGGF IPSDFSFNNW 
Miller LHGASYRISFENQWSGTVTLGDMRATTLETAGTLVDLWWENPVY ++ ++++DVSYYRVNNKNGTTVVSNCTD+ +QCASYVANVF TTQPGGF IPSDFSFNNW 
Purdue LHGASYRISFENQWSGTVTFGDMRATTLEVAGTLVDLWWENPVY ++ ++++DVSYYRVNNKNGTTVVSNCTD + +QCASYVANVF TTQPGGF IPSDFSFNNW 


PRCV FERFEATEE EEF EEAE ESET EET E EEF E EEE EEE EEF Et tte eggs et ttt t44+44+4+4+TSVVSNCTD++QCASYVANVFTTOPGGF IPSDFSFNNW 
FIPV ISGRSYHLNINTNWENNVTLLYSRSSTAT++++++++WEYSAAYAYOGVSNFTYYKLNNINGLKT YELCED YQHCTGYATNVFAPTSGGY IPDGFSFNNW 
- — tt ate FRR Et SRE 


FS772/70 FLLINSSTLVSGKLVIKQPLLVNCLWFVP SFEEAASTFCFEGAGFOQCNGAVLNNTVDV IRFNLNFTINVQSGKGATVE SLNTTGGVILEISCYNDTVSD 
Miller FLLINSSTLVSGKLVTKQPLLVNCLWPVPSFEEAASTLCFEGAGFDQCNGPVLNNTVDV I RFNLNFTINVOSGKGATVF SLNTTGGVTLEISCYNDTVSD 
Purdue FLLINSSTLVSGKLVTKQOPLLVNCLWPVP SFEEAASTFCFEGAGFDOCNGAVLNNTVDV I RFNLNFTINVOSGKGATVF SLNTTGGVTLEISCY++TVSD 


PRCV FILTNSSTLVSGKLVTKQP LLVNCLWPVP SFEEAASTFCFEGADFDQCNGAVLNNTVDV IRFNLNFTINVQSGKGATVF SLNTTGGVTLEISCYNDTVSD 
FIPV FLLTNSSTFVSGRFVTNOP LL INCLWP VP SFGVAAQEFCFEGAQF SOCNGVSLNNTVDV IRFNLNFTADVOSGMGATVF SLNTTGGVI LEISCYSDTVSE 
Rode eee Lee eee fe Ce Pe PERE EEE EERE 


FS772/70 SSFSSYGEIPFGVTDGPRYCYVLYNGTALKYLGTLPPSVKEIAISKWGHFY INGYNEFSTFP IDCISFNLTIGDSDVFWTIAYTSYTEALVQVENTAITK 
Miller SSFSSYGEMPFGVTDGPRYCYVLYNGTALKYLGTLPPSVKE IAISKWGHFY INGYNFFSTFP IDCISFNLTTGDSDVFWT IAYTSYTEALVQVENTAITK 
Purdue SSFFSYGEIPFGVIDGPRYCYVHYNGTALKYLGTLPPSVKEIAI SKWGHFY INGYNEF'STFP IDCISFNLTTGDSDVFWT I[AYTSYTEALVOVENTAITK 
PRCV SSFSSYGEIPFGVINGPRYCYVLYNGTALKYLGTLPPSVKEIAISKWGHF Y INGYNFFSTFP IOCISFNLTTGDSDVFWTIAYTSYTEALVQVENTAIIN 


FIPV SSSYSYGEIPFGITDGPRYCYVLYNGTALKYLGTLPPSVKEIAI SKWGHFY INGYNFFSTFP IGCISFNLTTGVSGAFWT IAYTSYTEALVQVENTAIKN 
Yok RI III IIIS EIN SEE ERE EERE RRR EEE RR REE ER 


FS772/70 VTYCNSYVNNIKCSQLTANLNNGF YPVSSSEVGFYNKSVVLLPTF YTHT IVNITIGLGMKRSGYGOP IASTLSNITLPMODNNIDVYCIRSDOFSVYVHS 
Miller VTYCNSYVNNIKCSQOLTANLNNGF YP VSSSEVGLVNKSVVLLPSF YTHT 1VNITIGLGMKRSGYGOP IASTLSNITLPMQDNNTDVYCIRSDOFSVYVES 
Purdue VTYCNSHVNNIKCSQITANLNNGF YP VSSSEVGLVNKSVVLLPSF YTHT IVNITIGLGMKRSGYGOP IASTLSNITLPMQDENTDVYCIRSDOFSVYVHS 
PRCV VTYCNSYVNNIKCSQLTANLNNGF YP VSSSEVGSVNKSVVLLPSFLTHT I VNITIGLGMKRSGYGOQP IASTLSN I TLPMQONNTDVYCVRSDOFSVYVHS 


FIPV VTIYCNSHINNIKCSQLTANLNNGF YPVASSEVGFVNKSVVLLP SEF TYTAVNIT IDLGMKLSGYGOP IASTLSNITLPMQONNTDVYCIRSNOFSVYVHS 
PETRA REE EE ORE He RARER PERERA EET REE EERE ee 


FS772/70 TCKSALWDNVF KRNCTDVLDATAVIKTGTCPFSFDKLNNYLTFNKFCLSLSPVGANCKFDVAARTRANDOVVRSLYV I YEEGDNIVGVP SONSGLHDLSV 
Miller TCKSSLWDNVF KRNCTDVLDATAVIKTGTCPFSFDKLNNYLTFNKFCLSLSPVGANCKFDVAARTRINDOVVRSLYV I YEEGDN1VGVPSDNSGLHDLSV 
Purdue TCKSALWDNIFKRNCTDVLDATAVIKTGTCPFSFDOKLNNY LTFNKFCLSLSP VGANCKFDVAARTRINEQVVRSLYVIYEEGDNIVGVP SDNSGVHDLSV 
PRCV TCKSALWDNVFKRNCTDVLDATAVIKTGTCPF SFDKLNNYLTFNKFCLSLSPVGANCKFDVAARTRINOQFVRSLYV1 YEEGDSI VGVPSDNSGLHDLSV 
FIPV TCKSSLWONIFNQDCTDVLEATAVIKTGTCPESFDKLNNYLTFNKFCLSLSPVGANCKFDVAARTRINEQVVRSLYVIYEEGDNIVGVP SDNSGLHDLSV 


RRR ERLE EERE REE Ee EE RENEE REE EERE eee EEE EERE 


FS772/70 LHLDSCTDYNIYGRSGVGI IRQTNRTLLSGLYYTSLSGDLLGFKNVSDGVI YSVIPCDVSAQAAV IDGT IVGAITS INSELLGLTHWTTTPNFYYYSIYN 
Miller LHLDSCTDYNIYGRIGVGI IROTNRTLLSGLYYTSLSGDLLGFKNVSDGV1YSVTIPCDVSAQAAVIDGTIVGAITSINSELLGLTHWITTPNFYYYSIYN 
Purdue LHLDSCTDYNIYGRTGVGI IRQTNRTLISGLYYTSLSGDLLGFKNVSDGV I YSVIPCDVSAQAAVIDGTIVGAITSINSELLGLTHWTTTPNFYYYSIYN 
PRCV LHLDSCTOYNIYGRIGVGI IRQTNRTLLSGLYYTSLSGDLLGFKNVSDGV 1 YSVIPCDVSAQAAI IDGAIVGAITSINSELLALTHWTITPNFYYYSIYN 
FIPV LELDSCTDYNI YGRTGVGI IRRTNSTLLSGLYYTSLSGDLLGFKNVSDGV 1 YSVIPCDVSAQAAVIDGAI VGAMTS INSELLGLTHWTTTPNFYYYSIYN 


PeorrTtr errr re Meret re at err TTT ee eee Te TTT ete tetera Tete Tet te tee eet et Tee TT eT otter TTT rr ey 


FS772/70 YTNDMIRGTAIDSNDVDCEPVITYSNIGVCKNGALVF INVTHSDGDVOP I STGNVT IPTNFT ISVQVEY IQVYTTPVS IDCSRYVCNGNPRCNKLLTOYV 
Miller YTNDRTRGTAIDSNDVDCEPVITYSN IGVCKNGALVF INVIHSDGDVQP ISTGNVT IPTNFTISVQVEY IOVYTTPVS IDCSRYVCNGNPRCNKLLTOYV 
Purdue YTNDRTRGTAIDSNDVDCEPVITYSN IGVCKNGAF VF INVTHSDGDVOP ISTGNVTIPTNFTISVQVEY 1QVYTTPVS IDCSRYVCNGNPRCNKLLTOYV 


PRCV YTNDKTRGTP IGSNDVDCEPVITYSNIGVCKNGALVF INVTHSDGDVOP ISTGNVT IP TNFT ISVOVEY IQVYTTPVSIDCSRYVCNGNPRCNKLLTQYV 
FIPV YTSERTRGTAIDSNDVDCEPVITYSNIGVCKNGALVF INVTHSDGDVOP ISTGNVTIPTNFT ISVOVEYMQVYTTPVS IDCARYVSNGNPRCNKLLTOYV 
FE. ESSAI IEE 8 IONE i ISO ODT a enh tt Er ii bit hit 


FS772/70 SACQTIEQALAVGARLENMEVDSMLFVSENALKLASVEAFNSSETLDP I YKEWPN IGGSWLEGLKY I LPSDNSKRKYRSAIEOLLFSKVVTISGLGTVDED 
Miller SACQT IEQALAMGARLENMEVGSMLF VSENALKLASVEAFNSSETLDP I YKEWPNIGGSWLEGLKY I LPSDNSKRKYRSAIEDLLFAKVVISGLGTVDED 
Purdue SACQTIEQALAMGARLENMEVDSMLFVSENALKLASVEAFNSSETLDP I YKEWPN IGGSWLEGLKY I LPSHNSKRKYRSAIEDLLFDKVVISGLGTVDED 
PRCV SACOTIEQALAMGARLENMEVDSMLF'VSENALKLASVEAFNSSETLODP I YKEWPNIGGFWLEGLKY I LPSONSKRKYRSAIEDLLFSKVVISGLGTVDED 
FIPV SACQTIEQALAMGARLENMEVDSMLFVSENALKLASVEAFNSTENLDP 1 YKEWPS I GGSWLGGLKD I LPSHNSKRKYGSAIEDLLFDKVVTSGLGTVDED 

ZRISIS IIIS OIUN I oh beet? te ee Rete ER ie 


cee 
FS772/70 YKRCTGGYDIADLVCAQYYNG IMVLPGVANADKMTMY TASLAGGITLGALGGGAVAIPFAVAVQARLNY VALQTDVLNKNQQILASAFNQAIGNITOSFG 
Miller YKRCTGGYDIADLVCAQY YNG IMVLPGVANADKMTMY TASLAGGI TLGALGGGAVA IPFAVAVQARLNY VALQTDVLNKNQQI LASAFNQAIGNITOSFG 
Purdue YKRCTGGYD IADLVCAQY YNG IMVLPGVANADKMTMYTASLAGG 1 TLGALGGGAVAIPFAVAVQARLNYVALQTDVLNKNQQI LASAFNQAIGNITOSFG 
PRCV YKRCTGGYD IADLVCAQY YNG IMVLPGVANADKMTMYTASLAGG I TLGALGGGAVAIPFAVAVQARLNY VALQTDVLNKNQQILASAFNQAIGNITOSFG 


FIPV YKRCTGGYD IADLVCAQY YNGITVLPGVANADKMIMYTASLAGGI TLGALGGGAVAI PFAVAVQARLNY VALQTDVLNKNQQ I LANAFNQAIGNITQAFG 
OT i eI RHE IOI RRR EEE EEE ERROR EEE EE EEE EEE ERE eee eee eke 


SE D 
FS772/70 KVNDAIHQTSRGLATVAKALAKVQDVVNTQGOALSHLTVQLONNFQAISSSISDIYNRLDELSADAHVDRLITGRLTALNAFVSQTLTRQAEVRASRQOLA 
Miller KVNDAIHOTSRGLATVAKALAKVODVVNTQGQALSHLTVOLONNFOAISSSISDIYNRLDELSADAQVDRLITGRLTALNAFVSOTLTRQAEVRASROLA 
Purdue KVNDAIHQTSRGLATVAKALAKVQDVVNIQGQALSHLTVQLONNF QAI SSSISDIYNRLDELSADAQVDRLITGRLTALNAF VSQTLTROAEVRASRQLA 
PRCV KVNDAIHQTSRGLTTVAKALAKVQDVVNTQGQALRELTVQLQNNFOQAISSSISDI YNRLDELSADAQVDRLITGRLTALNAFVSOTLTRQAEVRASRQLA 
FIPV KVNDAIHQTSQGLATVAKALAKVQDVVNTQGOQALSHLTVQLQNNFQAISSSISDI YNRLDELSADAQVDRLITGRLTALNAF VSOTLTROQAEVRASRQLA 


RR IR RRR AREER ERE ET EERE RENEE EEE N ER ERE REET 


FS772/70 KDKVNECVRSQSORFGFCGNGTHLFSLANAAPNGMIFFHAVLLPTAYETVTAWAGICALDGDRTFGLVVKEDVOLTLFRNLDDKFYLTPRTIMYOPRVATSS 
Miller KDKVNECVRSQSQRFGFCGNGTHLFSLANAAPNGMIFFHTVLLPTAYETVTAWAGICALDGDRTFGLVVKDVOLTLFRNLODKF YLTPRTMYQPRVATSS 
Purdue KDKVNECVRSQSQRFGFCGNGTHLFSLANAAPNGMIFFHTVLLPTAYETVTAWPGICASDGDRTFGLVVKDVOLTLFRNLDDKFYLTPRTMYOPRVATSS 
PRCV KDKVNECVKSQSHRFGFCGNGTHLFSLANAAPNGMIFFHTVLLPTAYETVTAWSG ICALDGDRTFGLVVKDVOLTLFRNLDDNF YLTPRTMYQPRVATSS 
FIPV KDKVNECVRSQSQRFGFCGNGTHLFSLANAAPNGMIFFHTVLLPTAYETVTAWSG ICASDGDRTFGLVVKDVOLTLFRNLDDKF YLTPRTMYQPRVATSS 


EE EEE RRR REE EERE EEE ERE ERENT ERE CREE AA REE TERE RETREAT EE ERE 


FS772/70 DFVQIEGCDVLFVNATLSDLPSI IPDYIDINQTVQDILENFRPNWTVPELTFD IFNATYLNLTGE IDDLEFRSEKLHNTTVELAIL IDNINNTLVNLEWL 
Miller DFVQIEGCDVLFVNATVSDLPSI IPDYIDINQTVQD1 LENFRPNWTVPELTFDIFNATYLNLTGE IDDLEFRSEKLHNTTVELAILIDNINNTLVNLEWL 
Purdue DFVQIEGCDVLFVNATVSDLPSI IPDY IDINQTVQDI LENFRPNWIVPELTFDIFNATYLNLTGE IDDLEFPRSEKLHNTTVELAILIDNINNTLVNLEWL 


PRCV DFVQIEGCDVLFVNTTIVSDLPSI IPDYIDINQTVQDI LENFRPNWTVPELTMDVENATYLNLTGE IDDLEFRSEKLHNTTVELAILIDNINNTLVNLEWL 

FIPV DFVQIEGCDVLFVNATVIDLPSI IPDYIDINQTVQDILENYRPNWTVPEFTLDIFNATYLNLTGE IDDLEFRSEKLHNTTVELAILIDNINNTLVNLEWL 

SAREE Ee AREER eee ea eee REECE EERE REE EEE eee 
0929999992” 


FS772/70 NRIETYVKWPWYVWLLIGLVVIFCIPLLLFCCCSTGCCGCIGCLGSCCHS ICSRROFENYEP IEKVHIH 
Miller NRIETYVKWPWYVWLLIGLVVIFCIPLLLFCCCSTGCCGCIGCLGSCCHSICSRROQFENYEP IEKVHVH 
Purdue NRIETYVKWPWYVWLLIGLVVIFCIPLLLFCCCSTGCCGCIGCLGSCCHSICSRRQFENYEP IEKVHVH 


PRCV NRIETYVKWPWYVWLLIGLVVIFCIPLLLFCCCSTGCCGCIGCLGSCCHSIFSRRQFENYEP IEKVHVH 
FIPV 
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N-terminal region where the FIPV sequence differed from TGEV (Fig. 4) indicat- 
ing that this region of the S protein may be involved in the different tropisms 
observed for the three viruses. 

Fleming et al. (1986) indicated that the MHV S protein encoded the determi- 
nants required for binding to susceptible cells. Comparison of the S protein amino 
acid sequences from MHV strains, JHM (Schmidt et al., 1987) and A59 (Luytjes et 
al., 1987), identified an 89 amino acid deletion in the JHM sequence. Comparison 
of the S protein sequence from MHV-4 and several neuro-attenuated variants of 
MHV identified a polymorphic region with respect to deletions ranging from 142 
to 159 amino acids (Parker et al., 1989). The S protein from MHV-4 had an insert 
of 141 amino acids when compared to MHV JHM. These observations indicate 
that deletions in the S protein of coronaviruses may be a natural way of altering 
the tropism and concurrently the pathogenicities of the viruses. The exact mecha- 
nism for the deletion events is not known, there is no evidence for repeat 
sequences or secondary structures allowing the jumping of the polymerase. There 
is evidence that some coronaviruses may undergo recombination events and this 
mechanism cannot be ruled out for the introduction of specific deletions within 
areas of the genomes. 

The potential TGEV ORF-3a gene has been identified in three different strains 
of TGEV, Purdue-115 (Rasschaert et al., 1987), FS772/70 (Britton et al., 1989) 
and Miller (Wesley et al., 1989); however, the C-terminal end was found to differ 
between the strains. Due to the deletions in the PRCV genome a gene equivalent 
to TGEV ORF-3a was present as a pseudogene, but interestingly, the C-terminal 
end of the gene was the same as the Miller strain. An avirulent small plaque 
variant of the Miller strain was shown to have 462 nucleotides deleted eliminating 
ORF-3a (Wesley et al., 1990b). These observations indicate that ORF-3a is not 
needed for propagation of TGEV in vitro and in vivo but whether it plays some 
role in the pathogenicity of TGEV has yet to be elucidated. 

Comparison of the ORF-4 genes showed three substitutions between PRCV 
and TGEV (FS772/70) and four different substitutions for TGEV (Purdue-115). 
The amino acid, residue 55 of Purdue-115, found to be deleted in the FS772/70 
strain of TGEV (Britton et al., 1989), was present in PRCV. No product has been 
assigned to this gene for TGEV. It is interesting that the mRNA4 species, 
encoding this gene, is the lowest abundance mRNA in all TGEV and PRCV 
strains examined to date, which might be due to the loss of the adenosine residue 
at the 5'-end of the putative RNA-leader binding site. 

Previous comparison of the M protein sequences of the TGEV FS772/70 
(Britton et al., 1988b) and two independently published sequences of Purdue-115, 
determined by Kapke et al. (1987) and Laude et al. (1987), revealed 96% similarity 
with 11 and 12 amino acid substitutions respectively. Comparison of the M protein 
sequences between PRCV and these TGEV strains showed 97% homology, how- 
ever, some amino acid substitutions between PRCV and one strain of TGEV were 
not present on the other (Fig. 3), indicating that the degree of divergence of the M 
proteins of PRCV and TGEV was no greater than that observed between two 
strains of TGEV. There were 5 amino acid substitutions (residues 10, 14, 33, 44 
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and 198) on the PRCV sequence not found on either TGEV strain. Two of these 
(residues 10 and 14) were within the predicted PRCV signal sequence and two 
(residues 33 and 44) within the N-terminal domain of the molecule, postulated to 
be outside the virion envelope, and the fifth (residue 198) was within the C-termi- 
nal domain. Although one of the PRCV substitutions was within a predicted 
N-glycosylation site (glycine (33) in PRCV and serine in TGEV) this should not 
affect the addition of N-glycans to the asparagine residue at amino acid 32. 

The PRCV ORF-7 gene product contained four or nine amino acid substitu- 
tions when compared to the FS772/70 and Purdue-115 sequences respectively 
(Fig. 3). These observations together with the comparisons of the number of amino 
acid substitutions between PRCV and the other TGEV genes indicated that 
PRCV was more closely related to the virulent strains of TGEV. The ORF-7 gene 
product has been detected in TGEV (Garwes et al., 1989) and PRCV (Britton et 
al., 1990) infected cells using antisera raised against a synthetic oligopeptide, 
derived from the TGEV ORF-7 sequence, indicating that this gene product has a 
function in viral replication. Both the TGEV and PRCV ORF-7 gene product 
sequences have a high similarity to the penultimate ORF in FIPV (De Groot et al., 
1988) indicating that this gene may be indicative for the TGEV family of coron- 
aviruses. 

The data presented in this paper along with the data presented by Page et al. 
(1990), showing that the putative leader RNA sequence for TGEV and PRCV are 
identical, indicate that the regions of PRCV sequenced so far show good homology 
to TGEV. The observed differences between PRCV and TGEV genomes consisted 
of deletions and point mutations with no sequences unique to PRCV being 
identified. As these differences were no greater than between two different strains 
of TGEV eg Purdue-115 and FS772/70 the results suggest that PRCV is a variant 
of TGEV. 
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